immunoblotting with rabbit gp78 antibody directed against rat (aa 624-642). Reduction in gp78 levels was estimated to be ~85% in the doxycycline-treated 706gp78 cells.
Figure S2. Knockdown of gp78 in SV-589 cells. (A) Lysates from SV-589 cells
transfected with control (CTL) or gp78 siRNAs and prepared for the independent three pulse-chase experiments described in Figure 4D , were assessed for efficiency of gp78 knockdown by immunoblotting (IB) with gp78 antibody (gp78 Ab2). β-actin was a control for equal loading. (B) An example of gp78 knockdown in SV-589 cells.
Obtaining quantifiable results by immunoblotting techniques that employ secondary antibody amplification and detection by ECL can be problematic because of nonlinearity. To better estimate the degree of gp78 knockdown in EXP 3 from Figure S2A , aliquots of the lysate from SV589 cells transfected with control siRNAs were loaded in decreasing amount (corresponding to 100%, 50%, 25%, 12.5%, 6.25%) along with a lysate prepared from cells used in EXP 3 from Figure S2A transfected with gp78 siRNAs (100%). Levels of gp78 were assessed with rabbit gp78 antiserum (gp78 Ab2). β-actin served as a loading control. Based on this result, the gp78 protein levels in SV-589 cells transfected with gp78 siRNAs were no more than 6.25% of the control transfection, consistent with real-time PCR data (see Figure 5A ).
